SUPPLEMENTARY MATERIAL AND METHODS
restricted with EcoRI and cloned into YCplac33 and YCplac111, which were also digested with the same enzyme. The resulting plasmids, whose correctness was confirmed by DNA sequencing, complemented both the null rrpl35A and rpl35B allele to the wild-type extent (Figure S5) .
To construct pAS24-RPL35A, a ca. 360 bp PCR product containing the L35A coding region was obtained by PCR using the RPL35AGAL-LEFT and RPL35AGAL-RIGHT primers ( Table S2 ) and yeast genomic DNA as a template. This product was cloned into pGEM-T, then restricted with SphI and SalI and cloned into pAS24 (2) , which was also digested with the same enzyme. The resulting plasmid, whose correctness was confirmed by DNA sequencing, complemented the null rpl35A allele to the wild-type extent.
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To generate YCplac111-RPL35B-GFP, a 1.8 kb PCR product containing the RPL35B ORF lacking the termination codon and an additional 1 kb upstream the ORF was obtained by PCR using the oligonucleotides RPL35BpHAC-LEFT and RPL35BpHAC-RIGHT (Table S2 ) and yeast genomic DNA as a template. This product was cloned in pGEM-T easy (Promega), then restricted with KpnI and BamHI and cloned into YCplac111-yGFP, which was also digested with the same enzymes. YCplac111-RPL35B-GFP complemented the null rpl35B allele to the wild-type extent.
All plasmids used in this study are listed in Table S3 .
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Probe 5S GGTCACCCACTACACTACTCGG
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pRS413-DsRed-NOP1
DsRed-NOP1 CEN HIS3
This study pRS316-GAL-NMD3FL GAL::NMD3 CEN URA3 (8) pRS316-GAL-nmd3Δ100 GAL::nmd3Δ100 CEN URA3 that pre-rRNA processing can also occur co-transcriptionally at site A 2 . For reviews on pre-rRNA processing, see (9, 10) . ovals; nuclear envelope, rods; L35, red structure. For reviews see (11) (12) (13) . Herein, we propose that L35 (at least L35B) binds to 5.8S rRNA in early E 0 pre-60S r-particles. (B) The depletion of L35 leads to an inhibition of 27SA 3 and 27SB pre-rRNA processing, thus, pre-60S r-particles containing these precursors accumulate (indicated by dark blue ovals with thick continuous lines). As a consequence, there is a clear reduction in medium, late and cytoplasmic pre-60S r-particles and a deficit in mature 60S r-subunits (indicated by light blue ovals with discontinuous lines). In addition, upon depletion of L35, there is a delay of 35S pre-rRNA processing, which causes a mild decrease in early E 0 pre-60S r-particles (also indicated by light blue ovals with discontinuous lines). marismortui X-ray structure, which for all residues numbered is indeed the 23S rRNA from H. marismortui (PDB code 1S1I; (14) ). (B) Detail view of human L35 in the context of its binding site.
As above, only rRNA residues situated at or closer than 10 Å from L35 are shown (only phosphate backbone). Note that only residues from I4 to T64 of the human L35 structure could be modelled (surface and ribbons upper panel; only ribbon bottom panel). Base numbering follows the rRNA sequence deposited for the model of canine cryo-EM-based 60S r-subunit, which for all residues numbered correspond to either 25S rRNA or 5.8S human rRNAs (PDB file 2ZKR; (15) ). (C)
Secondary structure of 23S rRNA domain I from H. marismortui as represented in (16) . Blue spheres indicate rRNA residues situated closer than 5 Å from yeast L35. Note that these residues are equivalent to specific 5.8S rRNA residues in eukaryotes. (D) Secondary structure of the mammalian 25S/5.8S rRNA domain I as represented in (15) . Blue spheres indicate rRNA residues situated closer than 5 Å from mammalian L35.
